45Ca distribution after the injection of the calcium solution contained 4SCaCl 2 into the duodenal loop. Absorption was calculated by subtracting remained luminal radio activity from injected radioactivity. Values are expressed as the percentage of the radioactivity in each fraction for the injected radioactivity. Values in parentheses indicate the percentage of the radioactivity in each solubilized fraction for the radioactivity in the homogenate. 1n=2. some of the radioactive calcium remained bound to intracellular membranes. Three calcium peaks were shown on a gel permeation HPLC from the detergent solubilized brush border membrane, whose apparent molecular weights were es timated to be over 500, 200, and under 1 kDa. Figure 1 shows a representative elution pattern of the solubilized brush border membrane. The solubilized whole particulate fraction showed a similar pattern (data not shown). The radioactivity in each peak did not show a particular tendency to change with time after the injection.
Immunoprecipitation using anti-rat IMCal (integral membrane calcium bind ing protein) showed no radioactivity in the precipitate (data not shown). This result suggests that IMCal did not receive absorbed calcium directly.
In the in vitro calcium binding assay on the nitrocellulose sheet, specific binding was shown in the solubilized brush border membrane from upper three segments 31-fold greater than the homogenate, and contamination of the mitochondria, basolateral membrane, and microsome membrane were negligible (Table 1B) . After the in vitro calcium-binding experiment the solution contained 45Ca, and brush border membrane was applied on Bio-Gel A-0.5m chromatography. Two separate 45Ca peaks were seen with apparent molecular weights were 200 and 1 kDa (Fig. 2) . The 200-kDa peak disappeared when the binding experiment was performed in the nonspecific condition (100-fold concentration of cold calcium was added), suggesting that this peak may be a specific binding fraction. It is likely that 200-kDa HPLC peak from the in situ loop experiment and the 200-kDa peak from the solution after the in vitro binding experiment contained the same calcium binding fraction. The 1-kDa peak may be non-protein bound calcium. The first small peak in HPLC was not detected in this condition. Western blot analysis showed that the brush border membrane reacted against anti-IMCal antibody but the 200-kDa peak did not (Fig. 3) , suggesting that the fraction may not contain IMCal which distributed on the brush border membrane. 
